Directed mutagenesis of pig renal membrane dipeptidase. His219 is critical but the DHXXH motif is not essential for zinc binding or catalytic activity.
Pig renal membrane dipeptidase cDNA has been expressed in COS-1 cells. Directed mutagenesis was used to investigate the roles of some conserved histidyl and aspartyl residues. Mutation of His219 to Arg, Lys or Leu results in complete abolition of enzyme activity, although the mutants are expressed at the cell-surface. Residues in a proposed motif (DHXDH; residues 269-273) for zinc binding have been mutated individually. Each retained activity comparable to that of the wild-type, excluding an essential role for components of this motif. The zinc-binding ligands in membrane dipeptidase therefore represent a novel domain for a metallopeptidase with His219 being one candidate.